ATB''δg_2300_R AGTACATCATACCAAAGTGGCA ATB''δ T-DNA_LBb1.3 ATTTTGCCGATTTCGGAAC T-DNA-ATB''δ **: Restriction sites are underlined. Supplementary Figure S1. Signals of GFP-VIP1AAA. Roots of approximately 10-day-old VIP1-SRDX-overexpressing plants that have the alcohol-inducible promoter-GFP-VIP1AAA transgene were subjected to the epifluorescence microscopy without being treated with alcohol. More than 10 individual plants were used for the analysis, and representative images are shown. Signals of VIP1S115A-GFP expressed in the wild-type background (Tsugama et al., 2014) are presented as a control. Scale bars = 100 μm. A B Supplementary Fig. S2. Similarity between amino acid sequences of PP2A B''-family subunits. (A) Multiple alignment of the amino acid sequences. The alignment was generated with CLUSTAL W (Thompson et al., 1994). The numbers in the right side indicate amino acid positions. (B) A rooted phylogenetic tree of Arabidopsis PP2A B''-family subunits (ATB''α-ε and FASS). The tree was generated with UPGMA (unweighted pair group method with arithmetic mean) using ATBα (a PP2A B-family subunit) as an outgroup. Supplementary Fig. S3. GAL4 DNA-binding domain (BD)-ATB''δ and BD-EMB40 fusion proteins both activate reporter genes in the Y2H system. BD-fused proteins were co-expressed with the GAL4 activation domain (AD) in the yeast strain AH109. The yeast cells were streaked onto the medium that contains adenine and histidine (Ade/His +), and onto the medium lacking them (Ade/His -). The cells were then incubated for 5 days at 28°C, and photographed. For each BD-fused protein, at least five individual colonies were assessed, and representative results are presented. Supplementary Fig. S4. VIP1 does not exhibit Y2H interactions with PP1 and PP2A components other than PP2A B''-family subunits. GAL4 activation domain (AD)-fused VIP1 was co-expressed with GAL4 DNA-binding domain (BD)-fused forms of BSL1 (protein consisting of the N-terminal Kelph-type β propeller and the C-terminal PP1-like domain), ATBA, ATBB (PP2A B-family subunits), ATB'α and ATB'β (PP2A B'-family subunits) in the yeast strain AH109. The yeast cells were streaked onto the medium that contains adenine and histidine (Ade/His +), and onto the medium lacking them (Ade/His -). The cells were then incubated for 5 days at 28°C, and photographed. For each BD-fused protein, at least five individual colonies were assessed, and representative results are presented. Supplementary Fig. S5. Root vertical growth indices (VGIs) (panel A) and primary root length (B) of the transgenic plants expressing GFP or GFP-VIP1AAA in the VIP1-SRDX-overexpressing background. GFP-VIP1AAA was introduced into the VIP1-SRDX-overexpressing background from two individual GFP-VIP1AAA-expressing lines ("#1" and "#2"), and data for the line #1 is presented (see Fig. 4 for the line #2). These plants were grown for 10 days on agar medium tilted at a 60° angle and photographed to obtain the VGIs. For each box in the panel a, the top and bottom edges and the middle line indicate the quartiles, and the vertical bar corresponds to the data range (n = 40 for GFP-expressing plants; 20 for GFP-VIP1AAA-expressing plants #1). In the panel B, data are the same as those used to obtain the VGIs, and presented as means  SD. For both A and B, different lowercase letters ("a" and "b") indicate that data are significantly different (P < 0.05) according to the Games-Howell test. Supplementary Fig. S6. Primary root length of the transgenic plants expressing GFP, VIP1-SRDX or GFP-VIP1AAA in the wild-type background (GFPox, VIP1-SRDXox or GFP-VIP1AAAox, respectively). GFP-VIP1AAAox corresponds to the GFP-VIP1AAA-expressing line #2. Data are presented as means  SD (n = 46 for GFPox; 30 for VIP1-SRDXox; 33 for GFP-VIP1AAAox). Data with the same lowercase letters are not significantly different (P > 0.05) according to the Games-Howell test. a ab b Supplementary Fig. S7. Multiple alignment of amino acid sequences of Arabidopsis group I bZIP proteins that transiently accumulate in the nucleus in response to hypo-osmotic stress. The canonical 14-3-3 interaction motifs, which can be expressed as R[^DE]{0,2}[^DEPG]([ST])(([FWYLMV].)|([^PRIKGN]P)|([^PRIKGN].{2,4}[VILMFWYP ]))) (accession number in the Eukaryotic Linear Motif resource: ELME000417), within the bZIP domains are indicated by pale-blue backgrounds and those outside the bZIP domains are indicated by pale-red backgrounds. Arrowheads indicate the serine residues at the positions 35,
. Primers used for genomic PCR.
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